HEK293T cells were plated on poly-llysine coated glass-bottomed 35mm dishes (Mattek) and allowed to adhere for 24 h. Cells were then treated with 50 ng/mL TNF-α for 24 h. Culture medium was removed and cells were washed with PBS, before the addition of 4% paraformaldehyde for 10 min at room temperature. After washing with PBS, cells were treated with PBS containing 0.1% Triton x100 and incubated on ice for 20 min. Blocking was done Figure S1 . Aggregation of GFP-Prdx2 C51S fusion protein in HEK 293T cells. Wild-type and C51S Prdx2 were expressed as GFPfusion proteins for analysis by confocal microscopy. Upper panels -fluorescent signal images only; lower panels -fluorescence and phase contrast images. (A) Wild-type GFP-Prdx2 was visible as punctate cytoplasmic staining, in contrast to (B) the GFP control, which showed diffuse staining throughout the cytoplasm and nucleus. (C) C51S mutant GFP-fusion was present in much larger aggregates within the cytoplasm. (D) Staining of endogenous Prdx2 using anti-Prdx2 antibody followed by immunoflourescent labelling confirmed that the punctate cytoplasmic staining observed for the wild-type recombinant Prdx2 accurately reflected the localisation of the endogenous protein.
with 5% BSA in PBST for 1 h at RT. Anti-Prdx2 (Sigma) was used at a dilution of 1:1000 in blocking buffer overnight at 4° C. Secondary antibody was anti-mouse conjugated with Alexa Fluor 488 (Santa Cruz Biotechnology). A Zeiss LSM510 META Axiovert 200M microscope supported by LSM software was used for fluorescent imaging by laser scanning confocal microscopy. An oil 40× objective lens was used with an argon ion laser emitting at 488 nm.
